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w m m 



V^t>*>^^ (Pyricularia oryzae, Magnaporthe grisea) {31J:oT§l^^^:^ 

£ 0 ^<£> <fc 9 &3>J£ Lt*^B/<5 K (carpropamid; ((IRS, 3SR)-2, 2-dichlo 
ro-N- ( (R) -1- (4-chlorophenyl) ethyl) -l-ethyl-3-methylcyclopropanecarboxami 

de)) \zft&ztiz>*s*B>w.*.mm (^t. scdh) iM#j*#tf zzt&xzz 

(Kurahashi et al. , J. Pestic. Sci, 23, 22-28, 1998; Motoyama et al. , J. 
Pestic. Sci, 23, 58-61, 1998)„ SCDH it * 7 = Is&k&MXkfc&ft Z D > 
J&>& 1,3,8- h y t Kn^fW^ l/y(gT l,3,8-THN)^©J%7KS^SrttJSEi"S 

SttSNg*©^ -fen & 80 $tJE^t±#*-frS* J s w^^y -fen—/VS: 
it¥t£.%>, 39, 340-347, 200l) o ^ 7 - £ tbS £ ^ 

^^^^SCDHit^^t-OV^Tfi.ft^Otvl Pyricularia oryzae -Cfi? 9! £ *l fed 5 , 
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zvm.m&ni-Z'&fflzti-r scdh ?^/<?n<o 3 fcTtmyktzrt&wgzti-k. a 

andquist et al. , Structure, 2, 937-944, 1994) e -£tf>^, Colletorichum lag 
enarium ( £ ]) M&i^lPlM) (Kubo et al. , Appl. Environment. Microbiol, 62, 
4340-4344, 1996; T * ir *> a D86079) T'^'g- £*U 8fcV*"C\ Aspergillu 

s fumigatus (Tsai et al. , Mol. Microbaiol, 26, 175-183, 1997; WyV 
3 U95042) % Pyricularia oryzae (Motoyama et al. , Biosci. Biotech. B 

iochem, 62, 564-566, 1998; T * ir 5/ J/ a >#-S§- AB004741) -t UT Ophiostoma 
floccosum (Wang et al. , T * -fe y «> a AF316575) T?fR^ $*LT S. * 

fc,*/^o^5 K^^Ut SCDH * ^^ffco 3 ^jctfit^o^T t fB^ ^ tb 
(Nakasako et al. , Biochemistry, 37, 9931-9939, 1998; Wawrzak et a 
1. , Proteins: Struct. Func. Genet, 35, 425-439, 1999) „ 



# ,w 7 s n K4?o scDHPfi^J«ifii^^*3v>-c^Stca^^^JT*fc5fcft,iir 
fats: <t it, ft«bfc3BBf^Sr««-r*±-e*#fc*5S-c*>*. 

(1) gT© (a) X»i (b) w?^ St «:=•*- KtSIfif. 
(a ) IB?iJ#-^2 (C^1"T 5 y gfeia^J St. 

(b) sa?ij#-i§- 2^1-75 y@?ia^j^*5*ta i^Jb©7 ^ sm&x*:. w&x 
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(2) ±f£->^n^7Ki?^Pl«'J{i. ^7^V^^S8St-*3*t5">^o> 
1,3,8- h !) fc Ko*'>t7^ u:^0>IlfczkSJ&£Rl.£-t"3-£ + 

5(1) 8E«03te^ 0 

(3) ±|E^^n>J^7K^mPfl*?fiJ«, ^/U^n^S K"Cfe5C t Sr#f it 
5(1) f5«c<Z>iHE^- 0 

(4) (1) fE^Oit^U: <fc 9 = 3 — K$*l3 o >JfczkB**. 

(5) (1) fEtt^fceT-Sr&tfa**.^**—. 

(6) (5) |E*<D*atfex.'<^^-Sr^K<EifebT>fcS^K<E»fro 

(b) JtfE (a) Xa^^^^S<5VNT, IMBfcHfem* t> *>^®<£> n VJ&tK 
(8) JhiE (b) IgT'fi, ±15 (a) xa-eiwi^L7ci±i5r 5: y Bfc*S> 

(7) fE*t<^gttl¥«mo 

o) (4) iEic^^^ a z/f&imm^tts mmm*? v v 0 
(11) wtfm^-AX'^-fT s: y ^la^J^&tt-s 7 5#@tf>^y vfdtgysi-5 

zK^PI^J^t^^TraKM^ ho 

*mwiz<ghz>m.m! i -te. ^^^^^mmmmm (^t, scdhp£w#j) 
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Pf-S) — KtSt^-efcS, fc*5, £lTWlftWI-*5^t, SCDH ffi«a*>#fc 
T-Cv-* a ^l!t*BI*Stt*s«T-r S o >!&i*mm$:.mz SCDH #£&VMi 
SCDH IfiSf £P¥£o 

SCDH P£^^J t L"t #j;t{3:, ^^^d^^ K (carpropamid; (2, 2-dichloro 
-N-(l-(4-chlorophenyl)ethyl)-l-ethyl-3-methylcyclopropanecarboxaraide) , ~7 

y ^-^^yw (l-(2, 4-dichlorophenyl)oxy-N-(l-cyano-l, 2-dimethyl) propylet 
hanecarboxamideh ^o^y h (N-[l-(2, 4-dichlorophenyl) ethyl]-l-cyan 
o-2,2-dimethylpropanecarboxamide) «? # *L S . SCDH V> 

t> %mm<D-( *^n-r zmtfemmm t Ltfffl^^ scdh ^^com^^pi«i-6 0 

^frttlJl, SCDHit3?fte, m 1 IC^-T^ 7 = ^££-J5feSS&K:*3^-C, i/^n>^lb 
U,84!)tKn^^t7^l^y (J^T. ri,3,8-THNj £ P¥-S) ^©Jlfc*KJS, 

scDH PlMJtt. scDHH*©iStt&H*-*"*w£K:J:o-c, v^*>*?ff&fc 

•ffiW^^^E5Jt-r5o ^tUCttLT, SCDH #31 fit, SCDH Pfi«iJW#£T-? 

fcott, i&LfcBNfcfStt&^i-- itiot, t^^K^U SCDHPfi^ 

mm (jgJiT, Wttv^-^ffij x« r^tt^j ^pf-s) scdh ia*«i©# 

ft. SCDH Pl^J^#^T-C*fcoT fcfcV^Jfe^&aM". 

^SCDHg#|{f £ LT(i,ia^J#-^2 ©7? J @?gE?ij7&>£> 5 t> <Mtmi h tlZo 
*7t> ^SCDHBIiJfte, fB?iJ#-i§-2tf>T5 /^ga?iJ(-*3V^-C> HW7^6§ 

±£te, tfijxitf, l~30fi, $f^L<«> l~20i, <fc 9£F*L< te, 1~ 

i om&MM-tZo 

m±M scmmmxit&M scmmm\z.#tf s^^st^i*. » i, 3,8- 
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7KR^Sr»J^i-5Ci ilcJ:oTfFiT'#5 0 SCDH gtf^Xte^m 

SfO^lS^/XliS^S® (1,3, 8-THN Xtt Ko^Vt7^ 
U» <Oii*n*SrafJ^i'5witcJ;oT, SCDH SCDH B>#© 

1,3, 8-THN ^©B*&Sffi&#ftW»-iMJ£-t"5d£tfS 
•C#'5. Wx.lt, */9 n >O»^4Sra03ti-S^W:. Motoyama et al. , J. Pest 
ic. Sci, 23, 58-61, 1998 \Z.H& CTfr 5 - £ So 

— 75\ 1,3,8-THN cDti*P*«, ISt'fc5v'?PVi:4fi!ci'efc5 1, 3, 8-THN 
O^tl^O UV Rlfc;*^^ FA' (Hl2d^:-t-) 7i>b, 200~300nm T*« 1,3, 8-TH 
N CO^l&tSv'^ n ^tf)®J|X bffi.& otV^iS, 340~360nra T'tev-^ n >-<7)5&ifc^ 
(5<b /u^^ti-e#-5fcii6, 340~360nm -C© UV KJR^^^ F /Wt?jRI3fei-S d t *S 
-e#-5„ #33, 340~360nm T*£> UV Sfclfc*-^ h /^-e^J^-t"a^"?*T*fi, P*3fcR 
100^raW^i-5C ^(^<tS V— h7yt>f Id «t t) f? 5 - £ 9 , SCDH PJL 
SCDH g£Hf Xf«^ SCDH B£i&o^t££$!J;£i-5 ^^Sf# 

c^fti^nii. 3f^©»s-escDHia*#j (#j at' n'<$ k) 

\^frRfo&miZ&l<^Xmm£ifc&TMft£ J £* 340~360nm X*<D UV KJlR;*-^ h A* 
&W\j£-tZZ t\Z- iot, R/^^-CfeS 1,3, 8-THN tf>^/##£$J^-e# * 
tt, ffllj^bfc 1,3, 8-THN <D^S«r, SCDH fia«J©^#«ET»i:*5»tS 1,3, 8-T 

hn o^ft-ci»if-rs- 1 iz&^x.scmv&mM&^&M&fciovzm^mt-t- 

Z> 0 ^tt, SCDH WmRXfmm SCDH g#iSf ICO V^T, SCDHRa«j6pJ©»£&- 

^k$-frTia*^*a!j^u, ^-mm-^its i50jjt^^m-ra o m±mscmmm 

<d 150 fit i: scdh g£5iftf> I50flt^d*fe» R/S Jfc&JUH-f-* d £ iot, 
SCDH#*fc:*3»t -5 SCDH Pl^^JJd^ti- SJ&Stt&ffME-f- 5 d t^tt 5„0iJ*:f;f. 
gffi Lfc R/S JtsftS 2 £JLh-e*>S»3\ SCDH SMf SCDH P1$#J£ Jfctfc 

L"Cx SCDHPl#^J^*j"rSS^tt* 5 <ev^^^T*# So 
#33, SCDH Stiff iff ?£44te, ±3£Lfc#8cfc:PS5££;M\ *Df5T#S^& 

^riiffl utai^LttiK mm scm mm (Dmmm&jjfe t utn, mw\ s* 

*RJfc£j8*"e*>5 1, 3, 8- h y t Ko**>t7^ u^o HPLC }^J:5##r^* 
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&m scdh mm * =» - k-t 5*6^ (^t, r^^scDHiie^j £p*.&) ta, ± 

tf^y A DNA /^b*#fc 1 bOT"b&^ > h C3 cDNA tbfc 

SCDHJfiMs^tt* ^Jx.fi. ^t>*>#S*©SCDH»3!50cDNAiByiJ*»e>KWU*: 

fc, sCDHRB.##J»i:«tt14«:^i"V^'b*>**l (WT, rittev* <b *>#m j 

tVf-&) (D>rVADNA ^SrfflV^PCR »C«toT#*r 3. ^ SC 

DHifrlS^ti:, ±15^7^^-^. lH4V>'b^^0^b^aibfc mRNA b&m^lZ. R 
T-PCR CJ:ot#5rttT'tSo #*3, "^^ffi^ SCDH l^^i<£> cDNA SE^lUi 

^^p-Cfc 9 , Motoyaraa h<D Biosci. Biotech. Biochem, 62, 564-566, 1988 (DN 
Af-^^>^ T^-fey v-3 AB004741) t£fE*t £*lTV^ 0 

i-J: 9 ^^SIB^'J^-a A/T?V^5. SCDH 3t^?-2fct*l?£3! SCDH #Si«:=* — K 

-T^A^ (^T> SCDH <b Pf-S) tf>i£XIfi?iJ (cDNA) ^ittfcLfcMJH: SrEI 

3tC^-T 0 £fc. ^/^DNAlC&ttS^S SCDH itfc^&tf SCDH »fc^O*£SE 
^JSrJttfcUyt*S*Sr® 4 t^i-o HI 3 RXf^ 4 tc^i" «t 5 ^ SCDH itfc^-l- 
3oV^-CW\ SCDH 223 #g£> G (^T/v-y) A (7t/-») 

^*^E-»cagHU"CV>S, £<E>3ESW\ »^SSCDH»*Hl*5»tS 75 #B y ^ 
(Val) > (Met) ~.^-T5- <!: Sr&BfcLTV^. 

SCDH Jte^&U 5 SCDH Jt^^ME^JSrJtttUfc^*, SCDH 

H13S:t> , El4^it^^^, SCDHifrB^ttU 25 & SCDH @#3iftf)T 5: J 

ffcE^JKSSttS 42#SS.U ? 43#@<^^^ 141 # g&t>* 142 # g ©M £ Kl. 

MSCDH^^OT ^ J Sftiayjt-*5»t5 141 SBXtf 142 A«^I 
fcoT^fcfc*, PCR £fTofcRR, f$©^5t)©M^tt#tlx*l/^?l 

^SCDHitfc^-i: LTIi, E?iJ#-§- 1 OffiSia^Jt-ttlS^^tt-fs E?U##2 
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{i^^li^ MX-it-t b V V J*tik&t l . 10mM~300mM, $r £ L < tit 20~100mM «9 , 
25 < C~70 , C, #£L< tt42t3~55'fc-C©&#«:V>? 0 

scdh at-e^tt. «»jx.tf. scdh m.mM<o&&T-et>>( *iz.ttvxm&-rz 

{pJbPS^^tL^V , '^ % 0"J;t{"£, CTBA(cetyltrimethylammonium bromide) &tttij?& 

^fc rfjlg^^ s> K #ilx_ti£ Qiagen t±<£> DNeasy Plant System, Amersham Bioscie 
nces*±<£> Nucleon PhytoPure * y b #?«r#»f & £ £ 39 s T?# 5„ 

££>m, scdh iHHT-te, scdh a#^Jo#ftT-et>^^t-*ttffl8Sfe-rs 

Vfc b£*mRNA fcftttlU ^*mRNAS:t) J Bff^OiH^J^^ri-6-^-^7 P 

74-?—&mi<^tc RT-PCR iaoTt)#5:i:i5 5 t^ t> *>3IPlSa*e> m 

RNA ©tttU^fefctttt, {pTbPB^£*L&V>ri^ 011*. tf» ^7 = v*£i*Si, SDS- 
^^y—yV^^ 7i;-;l'/^DO*^tttil, ^b < fctrfr IS <om X. Yi Qiagen %t 
CO RNeasy Total RNA System, Amersham Biosciences %±<D Quick Prep Micro mRN 
A Purification Kit, Quick Prep Total RNA Extraction Kit 4£ £ *g tf S d £ # 

±jZ£Lfc PCR &T>* RT-PCR Kte/fl-*- Z—tttoZfrJ — teMx-lT&te^-^^ ? 
KS»$*iTV'*3v , »t>*>#fSg0>'// & DNA ©:&SBB?iJfc:S-3^-t\ SCDHiUH^Sr 
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-/^ ^ ^ — x (g£^lj#^- 5 ) :5' -GCAGTGATACCCACACCAAAG-3 ' 
-f"7 4 — 2 (MS^J## 6 ) : 5' -TTATTTGTCGGCAAAGGTCTCC-3' 

^ -7 — 3 (|E?iJ#-*§- 7 ) : 5' -AGTTCGAACTG GAATTCA ACCGGCACGCATGATGCATGCATTTA- 

3' 

7" 9 4 4 (iayj## 8 ) : 5' -ATGGGTTCGCAAGTTCAAAAG-3' 

~?7 <4 -r — 5 (BH^lJ#-§- 9 ) :5' -GTGGCCCTTCATGGTGACCTCCT-3' 

77° 7 >C -v— 6 (SE?'J#-*§- 1 0 ) : 5' -ACAAGCTCTGGGAGGCAATG-3' 

y ^ ^ (ga^lJ#-§- 1 l ) : 5' -ATCGTCGACGTGAATTCGTCTTGTAAAAGCCGCCAAC-3' 

Zf^yf -v — 2 (is 4&£p;&:$fc (Motoyama et al. , Biosci. Biotech. Biochera, 62, 
564-566, 1988) (£0fl^ £ frfc^gia^g-^T L,fz «>, T >f > 

-e^bfc^S^ TGj t/j:ot^5. b*»Lfca*e>, DNA 7*— ©T* -fey 
V#-^-AB004741 Kl|5«£ftfc*B£-r ICj T-fc5 0 >"Cj 
j&SjELV^ rcj ffcott, PCR RTfi RT-PCR Lfc 

V\ o y^^^r— 3 Sy/^^v- 7 ^(DT^^—y^i IsX-TFVtiX^te Eco RI IS 
l^lH^J^^b-CV^6o ^^>Eco RlfgJ&gE^Jfi, ^W^SSSl^* 
tP»Jffl-r6r «b^-e#S„ ^7^-^-3 ^tfT^-f — 7 ^*3V>T. Eco Rim 

i^ia^ij«k 9 5*ffl!io4asBa?ij»±. eco ri a* e co ri M&swi&mffi-fz «t 5 

&^fc^5fc&{£#flDLfc^Sia?'J-efc5 0 7 l^V^T, Eco RI 

@a^U <t <9 3'iRiJ^) 2f@^^Sia?'J 7°7^^- 7 KL*Jtt5 18#B&tM 

9 #Btf> TGTJ) it, 9^'*9%&&S t *9 9 — (pGEX-2T) izm.fr&tfWk<D7 U — 
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#iJ*Ltf, -^-7 <b^7-T^-3 £JBV*£*RNA Lt RT-PCR £fir 

V\ mhtltzPCR^m^Eco RI*&3SL ^feEco RI ^kt7yl/*y7*77 
7 ?~—&X<D BAP ^Jl^rfro fc pGEX-2T (Amersham Biosciences $±M) \Z%3.??- : & 
ktX-te*??*^ K*M*!t5-i:* s "C#5. ^^7"^^^ Ktt Rice Blast Mut 
ant SCDH cDNA (FERM BP-7948) t UT^ilff mmAmM&ffiU'kWfiBT ! &&&. 1 ®) 

K (Rice Blast Mutant SCDH cDNA) *)1§®^<£>7b£F*)~C^/V 

^btc^fc, asu scdh ae^f-tt, scdh pfl#3j<&#ffiT-e<>-r*£*fUTj&sfe 

<*fcUl*fc, lEHSCDHjt^H** IF^MSCDH &fc z F^ttVX&&&m*mm 
U-C#Swt fC#*. 0Ux.tf, »£§JSCDHitfc^fc::fc3ttS 75#e^^y > (V 
al) Sr = -Kt5=K^^ (Met) Sra— =» KVl:jE^$*5 

SCDH Ifi^ifSr ktfX£Z> 0 ^te#£tt£»&£85*r^TaE& SCDH 

f*. #JxJ3\ Sfi5t1±<D TaKaRa LA PCR in vitro Mutagenesis kit^Sr^Hf 5^ 

fc^ffi^JBSfe^fciSTS-Sra J: 5 SCDH Pfi^J?r^^ y-^y^tS 

BRt-wsb-e*>5, «hm-» ±^bfc^mscDH m^^m^m^mxm^A,tc 

S^HSCDH»*«rl6m$-fr. *rfc SCDH P15*!l <b LT 
<^£M&«as#&i-3*#T-C. #mLfc&&SCDHB^<BBMSigH4&a!l£1-3o 

m&m ffiwwtffc&^z^&fc, mm scm mm (Dmmftm^TLx^^zfr&fr 
&mfc-rz>z.kxmw£ scdh v -=ymri^t-#5, 
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ofctP/>y%#f^^5ro^iit5lttt-ifiittfc!5,fflji^ SCDH Pfl* 
itttf, ffifi!/^fe^J:o-CSCDH»Sl<D|*3(f»tt*a!)3t-e#5fe«), £r8l& SCD 

±i£Lfc^SCDH it^^-^tgSia^J^tlf^b, SCDH#SSK::i3ttS 75# 
Bff)'<V> (Val) (Met) Lfcf££ SCDH I** mfc^T. SCD 

=3- \t-rzm.m&pi*MVr-rz>^t\z.£ox, faffing scMite^a* scdh pi 

scdh ^mm^M-r^m^^h^^^^m-r^m. m&^^-tbffiwz&tfz 
scDHitfe^ mvtft&n scdh justo <d. scdh mm \z*>rtz> 75#gor 5 ;m 
&mj£-tz>zb\z£'2x^m^ i b%mm<o scdh assart- a jssi* 

h SCDH»*(i*5^-5 75#Btf>T 5 7 = — K"T 5*ttSgB^JSr^tf*SBB?aSr 
g^&tf cfc 5 tC^f+^ttfc — ^(D^V^^—t , SIM DNA (cDNAX«^/ ^ DNA) 
«r/Hl^T, SIM DNA (^M^1^t-^^~C&Sia?'J£r$:^-t-5o Lfc*£SIE 
^IJ^S<5VNT, lltlf^t© SCDHlM?»-*3tt3 75 #@<7>T 5 7 m& BUSi" -5 £ £ 

SMI#frU:**L-C^>f *n !)i-^,iltt5w ftSi^cS^^ DNA 

Sr#5rtiSff*U>. * n — :/&flB*H-5fc:tt* tfij^tf, ^^^^ 

^^t6^i^T#-5o :^SIU Di&i^ftS^/^ DNA 

^W*f^OV>'b*>^®S:jg^^bfc:m^^b, »^ctyM DNA 

£teffi1--5#&£ifct&LT, ^Sl-Ml^ra-ey/^ DNA ^15: 
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:<Dt!) =**^ U^-^ KSt^b— ;/£ LtiV^5 = o=-M^!) >a 

tts scdh^^o7 5#i©r-; /m&mfe-f&z t^ti5.:©*Siaot 
^^^^v^^Si-sms scdh pj.$»j^*j-rsiSStt«rl¥flBi-s r <fc as 

ftfr-^ ^«>* m±m<D SCDHit€^i:Wi4SCDHit^<L:^*5ft5, — 
«3t<7>tijft^jeHi-5*i!l^^ — ^©fcV>&tfefctiL-C*5#,*?tFf*t*<© SCDH it ^ 

(D SCDH frg^-a 5 . SCDH»fHt-*3»t5 75 # B <D T 5 7 ^£ =* — Ki" 3 «: 

-tzmz. SSCP Sr^-rSw.hlci.fco-C, fi?ff ^t^^v^ t> ]>§<£> SCDH P£W^iJ(3: 

tt, &£LfcPCR-f&JR»ftf£#S<RFLP)#tlf8s (WT, PCR-RFLP SrJ £ Pf 

^Jlffl-TSc <*: <bt'#5, i-fcfc>*>* 5k3E PCR-RFLPft?*f^{ci:o-c, MtirM 

%.\,^hhffiffi(D SCDH B*SeK*5»t£» 75 #@<D'<y XVaD^bP 4 5^~V(Met) 

^<Z>£& (WT, Val75Met %A £ P?-£) *H«»l:«)lt5 CI £ t>T* # 6„ 
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PCR-RFLP MtiTfelzmisX. PCR KJB^S— ^T^-f^ — £ Ltli, 223 
(SCDH mmiZ&VZ 75#gro75/i$r^- K-f6= K>£-£**L 
Sr^*-f> to, 223 #@ilSoa«iaotli, S'^SHMfcifMRMMI 

pmrnfMsa^j^i? £ 9 mm t&z?; J*mhj&w& cdna ©j&gffiyii <b - 

^$tt/iv^s, Xba I isgflfti-sia^j^^-t-sr i:ds-c#5o 

PCR-RFLP ^fe-C'«>3 l c-f,-ha!Ufc t J; 5 Kltim bfc-^(D7 B ^ -f t . 
S#M t ^5^ / DNA IjStV^fi cDNA Srffl V N "C PCR ^rff 5 0 PCRtC^LTfi, tfi^^ 

CR In £-z>X'&t>tltcmm*> 223 #B<&*ftgtC«fcoTtt-kfa— ^©T'^l'-^— £ 
£ ttc^Jpg^^^iSB^J^^Ay-C-*5 9 , 223 #B©4fi3£t-J:o-Ctt*JISB> 

5(ISBWlE^Jfcl8»i-5fWPfiBI*"^«!.3ffii-S. dO#JI8»*«!fa»c«tn«f, 223 # 

ICfcoT, 223 #@ R^f 5 d irtfS-Ct, #*f*TjfeO SCDH»3jl»C*3tt5 

$ MVrttMKD SCDH »^»C*3 ItS 75#S<^T 5: / ^^fi?*T-r^>l^{- 

— ^fi^-S^f' t°^^^"?fe^ LTfi, 0iJx.fi. Applied Biosystems *±<£> SNaPsho 
t Multiplex Kit ('>y^/V7 , 7'f-7 , -#IM), Qiagen *±<£> Masscode system 

(WAftffii'^TJ*). Sequenom *±<£> MassARRAY v'^A, ^fgigfrO UCAN 
Cleavase &ffl^fc>f i"<— ^— 8s, * a T L 3* tffetb 

So 
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H)2te % >^ a^t 1,3, 8-THN t <D UV h/WSr^i"#tt0"C*>So 
111 3 fi, MB^f-^O'^ iz&M&tiX\,^Z>\<^h-hf?IB<D SCDH it^^-to^SSE^iJ> 

^2fl®&<75 SCDH it^tDJggia^'J (cDNA) RtflgSfcttflctf) SCDH itfc^O&SK 

?|J (cDNA) *Jt«LT^i-|2l"e*>5o 

ill 4 it-B-T-'*^ H:2flk*tL"CV^5 vt^JPSfll© scdh iH£^-tf>&gI£?'K 

^ipffitfc^ SCDH il^O^Sia^J (^7 A DNA) &tfJgifttttfc<Z> SCDH iHS^-tf) 

i&m%m c^vadna) srttsu-c^i-m-cfcSo 
ei5f*,.«miS%;fttm^M* (awb) *Mtii>*btAtovizm.mmmzo 

0 6ii, Hit^j4T*fTofc-^:0DNAi«^t#at#M (SSCP) »«ffe©8*Sr* 
9 „ A (£4M) GFX PCR DNA and Gel Band Purification Kit 
SrffiV^»«*ff*>-f Ul«ftt*»*fTofc»^OJS*"C*>*. B GFX PCR 

DNA and Gel Band Purification Kit Srffl V > T ffiM £ *T o fcft ^«5tflc«l*tTo 

11 7 fi, T"^;*^ K Rice Blast wild SCDH cDNA JkX$ Rice Blast Mutant SCDH 

cDNA ©f^jK^feSrWl&W^i-H-efcS. 

0 8tt, «M*<DcDNA«:*:»* t t'-C*3l**fc GST SCDH jgfcttt 
cDNA £*jj§®4 3 ^3i§^£-frfcGSTji!l!'£" «2i0^^m^m^S:T>* 

«st-i4*^a»5t5?R^t-o^T^^ci^^ k««* scdh mmmvtvmmm t 

2£®#c cDNA <b$§91 bfc GST Rfc-fr SCDH g£iff U • ttffilfttttfcSSfE^&BM? 
*K Sr tH L , A ttjg tfCtttfc cDNA A^ISSUfc GST SCDH ii^r^Lt^5o 
B9lt $|2fS®t*tf> cDNA ft*»I1't*a**t GST SCDH »*.Rtfig#i 
cDNA «r^»il4 , t?383i*-frfc GST SCDH S^-oV^, 7 ^ 7 3r1f = 

^SSffitt cDNA i^Mtfc GST R<£ SCDH gtfjf {CStl^ "7^7 ^V-MZ. £. £P1 

#£^U AttfcftttfcfccDNA j&*b38mLfc GST gfe^ SCDH SMSm***"* 7 =c 7 * 
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-*^/W£ i 6 R&#£* U •l^t$f^ cDNA rt> Lfc GST SCDH g£iS?lC 

^fS^^Di/^y MdJ:5PI*£^U AfiSiTL^ cDNA t5^^^L7c GST 
fflt& SCDH mm ^tti-ZV? y h(c:J:5PflW*^b-C^?)o 

mi of*. mmm6X'?fitc pcr-rflp j&m^x scdh mmiztevz. 



sa)H#**ttttJi--B»ti:fflVN6*^**ff*rW»Ufco 
0^^^^V^t.^-lSM (Pyricularia oryzae) .RTJ^ A-^n 5 Kfttt 
£^-f--f *V^*>?M (JStftte** (AWB)) tf>JS^H&ifc(107ml)&, Ztl^tl 
yeast ft ft ^ (5g) . ? jV — (20g) „ KH 2 P0 4 (0. 5g) , Na 2 HP0 4 (0. 5g) R 
CaCl 2 (0. 5mg)£^tf YGPCa ( P H6. 5)200ml 27*CT* 4-5 0 « 

Jtitf) 5 ■fglkcDJftT-fe- b V£jDx_> Waring blender Xfc^i/I-J X Lfd 0 

h&if^L(15,000 x g> 20#)> «Jt***r4t:Tft«fcUTT-fe h^^- 

sa>H#*©«toi£te«r«l£Lfc. sCDH»*«:^tpft#*IR«:fll»i-r5»«-»4, T 
■fe h^?^— £ 20ml <£> 1/15M l> V V A/< y 7 7 — (pH6. 8) KlIBft ?K 

30#}f#LfciL 15,000 xg T?i5#M3!.k#*Lfc. <£ 9# 

-^W lOOmM y y|/^77" (pH6.8) 1, 300 n K 20mM v-* a ^ * / — /U^^) 

30 /z U m^teM&nX/l'T'z"** Y<D^9 J— J\s&m 30 m 1 *3 <£ I>*ig£fc7K 1,440 
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Ail £*g-£U 27lC-e 2 ^Piiy^y^a^-Mfc. ffi^m^ 200m 1 

l,3,8-THN4&UV350nm^©«}te&-b#t LT, 100 = * U ^^S^K 

(Kurahashi wt al. . J. Pestic. Sci, 23, 22-28, 1998) \Z£*)mM 

K{-*j"f--5 I so fit # 7. 45nM -Cfcofc^KfcfU ISfcv&ffit* A Xt5 B T'tt^n 
163nM.RU 5 157nM -efco/t c - ^ ^ b * R/S it(i*5*5 21. 5 T'fco 



#0>J-ete, V^^*)^^^^??^ / DNA ZfctF mRNA £r}4fcfci"t"5>/c£> % J^T© 

J; 5 Ufc. *=1\ (iftt) f&t;*^n/<5 KWtt* 

^-rv>t*>^® (stnLtt* (awb)) srd-— h s — j^mM-kX'Zti^inmmi, 

tc 0 &m&. 20ml <D potato-dextrose (PD) Wiftl&miZ&n L . 28°C 

rtL^^0Lfc Waring blender t**WXl, ^©F*] 1ml fo^r 20ml © PD 
*fc#*&ife I t s T?3EK: 3-5 eWJJS*Lfco @*#£MJBE2ti®&c: J: <9 atSU&, &Szk-C 
Sfcfrbfc. ;ti6©I^^iftliT, ^-C*t»)o^U »»**U -85°C 
-C##Lfc. rtLlc«t9. HISS «&*©M^ A 

4g0tlttifeA**©l»*&**fflV^-C^fl:RNAS:tta-rSIIR»c:tt^Rneasy Plant Mini 

Kit(Qiagen tt*D&;Bt\ SS^^o h a/Hd^o fc. ^ bftfc»«&5fc«:JB^T 

DNA £fafcfcJ-*~<5^{-te, Dneasy Plant Mini Kit (Qiagen #M) V\ ^ 
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£ t J: 9 Lfc. DNA gt^fi 1%T# o-7^±tO?|«©«fA\ Hoe 33258 

#btufc^#RNA zm^xmjifemcD^m scmm.fc z f-*^ts cdna $rm 

Mg )^, *H&^*# 50 n l £ &6«fc 0 2^ 1 ^oligo(dT) 20 (10pmol/M D> 
2m 1 (T>~f z 7-^- r 7 — 1(5* -GCAGTGATACCCACACCAAAG-3' , 25pmol/ju l)XtJ ! 7 , 7-l' -v — 
2 (5* -TTATTTGTCGGCAAAGGTCTCC-3' , 25pmol//i 1 )M.Xffc RT-PCR bead (Amershara 
Biosciences tlSL&L &&&&&&& Vfco R*ttfiiTO*#t«otffc 

fc. cDNA tf^f&i: It 42t:-C 30 £\ ffiV>T 95^CT* 30 tt&fo Lfc 0 fl^T, 
J&Lfc cDNA ZmrnkTZ PCRfcfct Lt 95«C-C30«K 55*C-e i^au j 72 , c-e 1 

i^^r^^^-frfCo KJES&tf>Rj£i8iK£:* GFX PCR DNA and Gel Band Purification 
Kit (Amersham Biosciences ffiK) «:JHV>-CttiH-5 £ £ iC J; o T RT-PCR ±J&to& 
mtCo fc*5, SCDHil^^^-atf cDNA XtfJ&Jftttfls B <D SCDH Jt^Sr 

"a tf cDNA 'b±Mbfc^&^lH«{-UT. #51 t&X*Ztz 0 

-Jj. ftbtllZV; DNA fcffl^T&tfttlfetfc A 0>g#| SCDH 5fit^£^tf DNA 

&f»»U;fc. scdh Jte-T-Sr'Str dna &mM-rz>®£fci-i^ 5tei\ #fb*ifcyy 

A DNA 4/i 1 &#t-^#ri s 25 m 1 #*1m1 <DZf=7^ — 

1 (5* -GCAGTGATACCCACACCAAAG-3' , 25pmol/ m 1) & t>* :?° 7 ^ -7 — 
3(5' -AGTTCGAACTGGAATTCAACCGGCACGCATGATGCATGCATTTA-3' , 25praol/ m 1 ) R Xf 
PCR bead (Amersham Biosciences %tM) t Mo* L"CSJt^?S^i^f L-fc SJfcf* 
^T^^t-^o-C^rofc, A DNA &mmk-tZ> PCRRfS* Ut, 95 o CT-30 
8\ 55t:TM^TJ?72^T*2^^b^5^7 1 5'7 P ?:40-y-^^^9igb, 
-tr-f ^yKD^, 72 < CT'7^ra^^^^^-ti:fe 0 GFX PCR DNA 

and Gel Band Purification Kit (Amersham Biosciences ttlSD V^tT^fS^"^" -5 
r <h iCctoT PCR£/&#j£#fco ft*5, $S3i0t*tf> SCDH DNA &tf}g 

StttttB © SCDH it^^^tf DNA fc_hili L/c^fe £ IrMKK: LT,#§ C t 
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& IZ. M h tltc RT-PCR m%>R X/ PCR MM & ffl V * X SCDH it fit ^ £ tf cDNA 

Xtftfc* SCDH fcfc^&^tf DNA ©*SXia3?lJSrft^Lfe.JttSiayiJ<Z>*3£»CB» IT 
Applied Biosystems tttf> BigDye Terminator Cycle Sequencing FS Ready 
Reaction Kit SrfflV^fco 

z.<o*v h£fflv^>— ^xy^gjSfi, iiro rt-pcr gfc^te pcr 

3.2pmol 07'7'f-7-(7 P 7l'^-l, ^7^-3, rfy^i -^ — 5 'BJJzf^A'^ — 
6)S.t/8^ 1 O terminator pre-mix SrSB-g* LT&E20/I 1 <DKfS*&f£ c r 1 ~Cfro7Co 

T £J&8?iR»-S8#"t"S^W* — 5* — *^©J£#&- Auto Seq 

G-50(Amersham Bioscience tt») £ ffl V ^ K «fc 9 l»* Ufc„ £ 

ffrdfefifc^^: Applied Biosystems ttCD ABI 310 Genetic Analyzer -C#?#f b"C±^S 

lawtjeufc. rt-pcr mvd&mmt ut^tfc3EH scdh it^omssa^JS: 

RT-PCR M£§IS!J£ L-C^^SCDHitfc^tf) cDNA l:oV>t«HlfLfci*?r0 3 
t/TLfc„i3 ttjt-fe^^^ t»»*nTV^5V»t>*>*J*0 SCDH it-IST" 
ifi^'J AB00474K -h») t, «HHt*a^#6il*: RT-PCR MM&M^ 

XtetirZtlK- SCDH 5t£H^i£SIB?'J (^S) £ , ®£tl*M* A bWfctLfc RT-PCR 
M^^ffi v^~c#?#r £ tLfc^M scdh ii^^wiiiiEBB^iJ iTfk) t SrJfctfc b7^IH-efc 

^fc. PCRjg4&£«F§!£ Lt\ A DNA td##1-5^SCDH5t4£^H-O^T 
fl?#f L E 4 Lfc. EI 3 »43te^<^^ tc^^ ^il/TV^SV^ti ^#5 SB 
© SCDH iHE^O&SIB^J AB00474K ±®) t „ *R!(nSI*a» b» fetl 

7c PCR M4fe&JBv<»-ca?$f£*Lfc SCDH itte^^&SSB^J <b , ffigtttttc A 

^ib#f>tufe PCR *4fcSrfflV^-C»«f**t*:** SCDH it^^SIB^'J (TS) t 

^thhmzMm4frb, fetfi&W A I^V^Tte. SCDH 3t^© cDNA &£SB 

5lj(lfclt^ 223f |WC(^7yi/y)^A(7fy v'^Wf^IlTt^^t 

- 17- 



WO 03/076628 




PCT/JP03/01980 



V (VaDriM > (Met) ^^^5 - t It l^fc. * cDNA i£Si£?UfC 

fcttS 450 firoSi^fi £*LT 1^5 iggIB?'J(g£S:## AB00474K El 3 t^*5 

@4i4^, gB>?IJ#-i-3 {C^U7t^£gE^J^*3tt5 42 #@ £ 43#B<Z>|UJ 
Rtf 141 #g <!: 142#B©IHHC, -tn-e*L81 Mi^l 89tSO-f > h p >£fi£ 
f&Lfcc &#tt^!) A^*s"iS*o-CV^fc«). PCR SrfTofcl^. ft£<7>^&5fc 

jfe!feff]3 

^^^fO SCDH 75 #g V(Val)^^^ V (Met) 

^(D^m (UT. Val75Met t. Offi^#l^ife£:^f^ Lfc„ 

h /W*ffflfi (5%^-— h 5— 2«^-^o-^St; 1.5%*^) _L, 28°C 
*v^fc^ffioE#&/M* : K"CBi0 * 1.5m 1 ?uJ-=. — 7\z. 

^Ufc„ I?rLT, fc^-l^^CeoOflO-C 5~7 £\ * a 9 * — 7&m$t U7b 0 

-vf ^ n^^L — 50m 1 <£> TE 5/ -7 t — (pH8. 0) *t U < St 

#*U 14,0OOrpraT' lO^P^it^^L-fCo &tt bfc^ ✓ A DNA ^tt&A/fc-tm 
^^^r, 53iJ?>W * — ^1^1, -20°C-C^# Lfc 0 l~5/z 1 <D_LM#-3r. 

ft Kk M * # 25 n 1 45 J: <D :/ ^ ^ - 4(5' - 

ATGGGTTCGCAAGTTCAAAAG-3' , 25pmol/ n 1) ^ 7 -f — 

5 (5' -GTGGCCCTTCATGGTGACCTCCT-3' , 25pmol/ ju 1 ISO 5 PCR bead (Amersham 

Biosciences^) tj8^ttR«*««rll»Lfc. PCR LTtt, 95*0-0 30 

fj\ 55*0 "C 1 ^-S.^ 72°C-C 2 5>d^45^^jx^*- 40 ^-f * 0 ig U ftfil 

^/KD^,72 0 CT-7^FB^^^^^$-tir/c„K/^^^^ Invisorb Spin PCRapid 
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Kit<Invitektt»)&ffi^-C»«U PCRE***fc. RJ6*«Kl***t* PCR * 
Applied Biosystems tt<£> BigDye Terminator Cycle Sequencing FS Ready 
Reaction Kit £/8 V^T * ^ KJ&Srfro fc 0 

V-^^KJfcKSSLTlis PCR 3.2pmol (O^y^^ — 

6(5' -ACAAGCTCTGGGAGGCAATG-3' )S.t>* 8 » 1 <£> terminator pre-raix Sr*^ 

— Auto Seq G-50 (Amersham Biosciences }±5iD £rffl ^fc^/Hafc ct 9 

*bfc 0 -^O^. KJ£^J***ISltt^ABI 310 Genetic Analyzer T?->—^*^^ 
fi?#fbfc 0 Amersham Biosciences 1±ig<£> 47cm x 50um(Di^B— b^-^r 

^7y-*7^^fflv>5rci:J:!J>lt>'^fc9l!] 35 # £ ^ 5 M0#ffl~C 75 
|t|4 

-#* DNA »iJfc1ll3W3! (SSCP) #*r8s«:i«/Bbfc, ^ <fe *>#S«<D SCDH 
SSftS* 75 #BO^<y V(Val)36»fe>^-*=XMet)^<0** (WT, Val75Met 

DMmW&ffiMlZ.MMLtZo Z-<»#S A DNA^^5 M 1 £^ «^** s 25m 1 <t * 
5 < £5^ H #*ljultf>7 P ^-1'-^— 6(5' -ACAAGCTCTGGGAGGCAATG-3' , 25pmol/ u 1) , 
^ ^ ^ ^ _ 5 ( 5 ' -GTGGCCCTTCATGGTG ACCTCCT- 3 ' , 25pmol/ n 1 ) R 0* PCR bead 
(Amersham Biosciences^) b"CRlS*aE«:W« bfc.PCRR^ ttli, 

95°C-e 30 fj\ 55°C-C 1 &RTfi 72^"? 2 ft 5 * * 40 * 9 5S 

U S^i^-T 72 < C-C7#P.8KJ££^3££*fc. r©RJE<B*&*, 215bp 

(E> PCR ^J&^&^fco GFX PCR DNA and Gel Band Purification Kit (Amersham 
Biosciences fctgO&ffl^T, KJfc*Si£»-2ft#"*"5 taq DNA polymerase << 

^Of , SSCP <D tz$><D loading buffer t Lt, 0. 5M EDTA (pH8. 0) 0. 4ml. ^ o 
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^7 1/ — lOmg W*;i/A7^ K 10ml fc^-g- Lfc tOSrPt!! Ufc 0 & 

loading buffer £ lat'H^t, 85^ T* 15 ^iDflft Lfc^. — 
<$Lfc„ £*Lli:.fc9, &JS^*£^£*l5 PCRjg4£)£-«KDNA £ Lfc. 

^(C, SJCSJK&t/ loading buffer OS-&?S*rffiV^-r. Amersharo Biosciences 
tt© PhastSystem ±£ il^i^^r^-C'tMlllSrffo fc„ y*/H§#&t>V< 
>y 7 7 — l^Jgl,); L~t, IWIttCO PhastGel Homogeneous 12.5 <t PhastGel Native 
Buffer Strips SrfflvV 400V, 10mA, 2. 5W, 4^, lOOVh -Citif&lKj , 400V, 

10mA, 2. 5W, 4<C, 200Vh #&»)Lfc„ -to 3^**0 6 A&tfB iZTjk Lfc D fc*5, 
E16Ate:, ±j£LfcGFX PCR DNA and Gel Band Purification Kit Srffl Sii 
Srtrt>i"^±IE«^*«lSr^To/Ji»^©^m-C*>So 06B(1, ±34 Lfc GFX PCR 
DNA and Gel Band Purification Kit £/Bl>T»Si &fTo 

EI 6 A&tfB^tl^tl^— #£HDNA 0»tt^'^ — V*S||/«CS*S. rtUiPCR^ 
SCDH ae^fc*a*5&^£38^'«* ^ — SrflMBU scdh Pl*#J{c*f-r£« 

■? W&^i^? ? — X*foZ> pGEX-2T (Amershara Biosciences *±$S0 fCV^t>^ 

•#mo 9 s9 c >j%7Ki>*3t'B j f-«riisa*iitffe«)x Eco ri ^ra&^asu-Wi-s 

7" 7 — 7 (5* -ATCGTCGACGTGAATTCGTCTTGTAAAAGCCGCCAAC-3' ) £ 7" 7 >T ^ — 

3(5' -AGTTCGAACTGGAATTCAACCGGCACGCATGATGCATGCATTTA-3' ) RT-PCR £fr o 

fc 0 rt-pcr mmmn^m^^m-mcxn^tio 7*7^-7 &t>* 

3fi, ^^frSCDHftfi^tt*** 5 (0RF) 0±?5f£S.t>*T^(C{igb, SCDH ^ 

RT-PCR Sr TT 5 ^{-«> 3tei** «^V^i^/U7*D^5 KWttV^*> 

fij&>bttfflUifc£SRNA<$-*2Mg)£» 2/i 1 O oligo(dT) 20 (10pmol/M 1) t > 
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2u 1 (DZf^J-?— 4(25praol/ju 1) Rlf^ 7 J ~~ 3(25praol//i 1 ) t , RT-PCR bead 
(Amersham Biosciences * U***#* 50 » 1 

S^fi^T^^^(CioTtTofc„ SJ£J§?££ 42°C-C 30 ttV^T 95^-? 30 
#£J&LT cDNA^^r^bfCo §1 # ffi^T 95^^ 30 g\ 55*^"^ 1 jfrlk 

If 72'C'C 1 ftfrht£Z>*y- 25 -^-f ^/H&^iSLT PCR ^j££?To fc 0 & 

/^i^-T^s i£J&^?i££ GFX PCR DNA and Gel Band Purification Kit (Amersham 
Biosciences ^.W^ft^X RT-PCR ^tf>&. 50 // 1 

j^f: N RT-PCR £/&^£-^tPi«c7} 5 ^ 30 /z 1 10 x H (Takara *±H£)4 

Eco RI 1/zK12u/mK Takara friS*) tl^ttMti 40 ^ 1 37<C 
"C 2 ^f^mWmm&m^Qk Lfc ffjiJPgg^ GFX PCR DNA and Gel 

Band Purification Kit (Amersham Biosciences ftjgO "CftM b s 30^1 (^>M®7K"e 

— ;£\ GST S4^^ W^^Si^^ ^ — -CfcS pGEX-2T (Amersham Biosciences *± 
^) l^g^lO x H (Takara t±§!0 1 ^ 1 Rtf Eco RI 1 /z 1 (12u//x 1. Takara 

tt$si) t^Ltt^ft io /z i <b 37°ct* i &fmmmmmfrfc^etvti 0 ^<d 

BAP Wi'ffim lO/z KT0Y0B0 1±^), T/U# V 7 ir * ? T Z — "t? 2. 5 /z 
l(0.4u/ixl, BAP-101, T0Y0B0*±M)&r>lB£m7k 77. 5/i 1 &;tJQ*l, 37^^ 2 B^flfc 

2/ilOEco RI ^-fb^tlfc RT-PCR ^Sg^, 1 m 1 <D Eco RI/BAP £ *L 
fcpGEX^T^/x 1 (DWMJ£%.Xf$n \(D?4 f—'y-B^WmW I?i£(Ver.2, Takara 

S^H-T^, *J»« (JM109 80 £> = ^t"^^ h-lr/V (Takara tt^)td^#^tbTV> 

H=i/HCfEV\ ffl^T^JIiffi JM109tfc£^Sf*E&Lfc o #Ctd, ff2 

$ tlttffiM JM109 , T > U V 50ppm £^tr LB @ffc±£ife_Lf-A£tt\ 

ST'CT* 12B#F^^tt^*bfc„ i%m&. &&<D is l^fyl- fry % *W 

h =i a =. — PCR £fTofc Q It, \s9 h 3 a^-PCR <Dj&m, Slft^ 

fttn SCDHit^f ^^A^tLfc P GEX-2T y — sH^U JfiSia^J** 

^•t" Sr^lUoT, WA Ztitc SCDH itfc^ tf)&SIE J"J IH]$ V ^ # ft V ^ ri> £$Sf& 
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KfS Rice Blast Mutant SCDH cDNA (FERM BP-7948) t LT&filtTSfcftAjSII&fl? 
&&Wftffi&ff f - (0*B^**o<(frtJUTI 1 

^6) 2002^3^ 8 Btttf-??*^* h*jKJl-S<3t BR*f6 Lfe. 

SCDHit^#iEL<*f A£*L*i P GEX-2T^^^— XMWfc&ZtltcJzm 
50ppra T^fv/JJ ^fc^tf LB ifcffcJ&ifc 200ml t? 0D 260 # 0.6-1.0 t£&5£ 
"C 27°CT'ig*bfc„ ^O^, y^a l-^^--/3-D-^7^ h f K(IPTG)&* 
mWkJg IraM «fc 5 KlS&iD UlEfc 27°CT- 5 0$ffi» U < 11$^ Lfc. 

ss^ (10,000 x g, io 4°o «t v) ^mm^mmvtco ±mm 

?££PL7cl/15M V V 9 J»&VSWi (pH6. 8) 10ml 

(10,000 x g, io 4°o iz£<9jzmffi&Mm\^ti B 

L7b 1/15M !J ^Ife* U *AiRW$K(pH6.8) 5ml »H»i»U Lfttf* b 

^ u^-^zfx-m^^mi.t^. 4°c. 15,000 x gt? 20 ^s^u 
Kt#ta«Stttt, jijfcufcUffim *H«K:uTffl;SLfc. 

Fm&w<offi%ki)fc^h%fcWti*btotoi'fc&&&fc^$.ft,z scdh^^^ 

$ SCDH Pl^J £: lsX7 ^ S n->^ h {doV>T h IrI*R 

EI9 «fc 9, GST 1^ SCDH ^ilf)7xy^t^/l/&t;^^o^> ;/ h »H 

7&^> GST SCDH $1^ & SCDH ^^ffl<Dfe&~F\Z.$3\/ , *XW}l' y '%&Mf%& 

\z^vx^^mmti^^i-wim^hmm^^mi-hmM^^n.'mmi-^m^. 
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Kite, SMi&K^&Tfcio^-C, GSTg^SCDH|£3^i^?£t££$J/£U Mm 



V^fc*>30fBS<Z> SCDHBMfcK*5**5* Val75Met 3E£<0ffi&tfcJ£ftt-O'' % "C, PCR— 
^^^-/B^lt tty; A DNA J&ffc&fflf&KlMilbfc. ZL<D^f / J* DNA 5ju 1 

*^**S25ju l £&5J:5t-, i m 1 (D^v^C ^-8(iH^iJ»^- 1 2, 5 

' -TTCGTCGGCATGGTCTCGAGCATCTAG- 3 ' , 25pmol/ n 1) , ^7 -Y — 5 (5' -GTGGCCCTTC 
ATGGTGACCTCCT-3' , 25pmol/Ai DSU 5 PCR bead (Amersham Bioscience ttWl) k 

b T R JfcigiS 5: IRISt b „ 
y>74-?r—8tp<DTm$:ttl,tii&m TTCTj «\ 0£M £ * 5 ^ / A DNA <£>*£ggE 
WittS*-^**-?*^ 3*««Il»Sfi- TAGJ t^3^0PCR^<t«9ij|i|B$ 
*L 5 t flHJIfiIM*Xba I ©isO0M»l«ttffi (TTCTAGAJ) i*5 5 

5fc^{c^f+$ttfcga^J-Cfe5o "I" PCR (cj; !91Si|«$^5S:^^4tta6d s A 

vgrmmu4SLt*iz-iitiz>zk tteZo pcr m«t tnt«$tL5*m«)*a6^ a 

PCRKJ&i: ITU, 95rT*30#. 55 0 C"C 1 ^SU 5 72 < C"C 2 ftfrbKZXT -y? 

% 40 */W»9 5SU 72'C-C7#raKJS«:^*§£-8:fc. - 

0>Rj£<7)ji£*. 183bp <7> PCR £jfc4fe«r#fco GFX PCR DNA and Gel Band Purification 

Kit(Amersham Biosciences ttftDfcJB^T, PCR U ^O^, 

20 M 1 (0«clB7K"e»mbfc. rOrt, 7. 5/x 1 £ % 10xMiSfflfaf(Takara tt3R)lM b 

O.lXBSAftttljtl. Xba I 0.5^1(12u/ M b Takara *t§!0 £ bCSH^t 10 

M UU 37*C*e mPTOPS^^S^t-^bfCo S^i?r3«7^n-^l^ 
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yy ^ dna &m^izfcfc&x~&y . u~^4itmmMW^(b^mvr'^y ^ dna 

IU1 0 £ •3 9j&a»ft«fc 5^ ffi$tttac*3l50PCR^fi)c«)©Xba it&mD-^?* 

&mw<o m*\ & pcr— rflp & &j&m u x ^mx & z z. t & m % frt * o tc 0 
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(1) UT<V (a) Xit (b) ©^W^SIr^-KtSae^. 
>>6>ib 1,3,8- h U t KD^r'>t7^ U^^^JSJiTKS/^SrPfl^i-Sr t ZftUt 

(5) it*o®H i fattoaeT-^-^tfiam^^^ ^-o 

(7) J^T<Dl;fS&W1"£^'b^®(^v'* o V^7K^*P£*^J^^l-t"-2>^ 

<5 I Ho 

(b) Jits (a) xm^mm^m^^x , wffittM<D\,^bh-mM<D~y*v^i&fc 

(8) ±15 (b) Ittli, _bl2 (a) IfST'li^ Lfc±IET 5: / tf- 
n ^jlfe7K^mPl*^J{c^bTiSv^^:tt?r^-riM-rS - £ ZftWtbirZ 

(9) ft*^^H4|Eit^v'^ n ^Mcg^^t^ PlS^J^^y-^>^ 

(i o) 6E3?u#-§-4 T'^-rr ^ /^K^'Jic:*;tt 5 7 5#i^'!) ^tcfsys-r 

57; /Sl^3- Ki" -5 t£gga?iJ£ri*if<fc 9 KKti-Lfc — tttf):/^ ^ — &^ifia- 
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P oryzae AB004741 -80 CTAGCAACCGCAGTGATACCCACACCAAAGAGCTTCCT^^ -21 

_ 37 CTAGTATAGTTCACTTC -21 

fcfcttl* -30 AGTrCACTTC -21 

J ********** 

P. oryzae ABO 04 741 -20 AACTTGTAAAAGCCGCCAACATGGGTTCGCAAGTTC 40 

-20 AACTTCTTAAAAGCCGCCAACATGGGTT^ 40 

gfcUtt -20 AACTICTAAAAGCCGCCAAC^TGGGTTCGCAAG 40 

************************************************************ 

P. oryzae AB004741 41 CAGACTACCTGGGCXTTCATGACT 100 

41 CAGACTACCTCGCCCTCATGACTTGCGTCT 100 

41 CAGACTACCTGGGCCTCATGACTTGCGTC^ 100 
************************************************************ 

P. oryzae ABO 04 741 101 ACTCGGATAGGCTGCGA^^ 160 

101 ACTGGGATACXXriX3CGAAAC^ 160 

101 ACTGGGATAGGCTGCGAAAGGTCATTGCGCCTACTCT^^ 160 
************************************************************ 

P oryzae ABO 04 741 161 TCGACAAGCICTGGGAGGCAATGCCGGC^^ 220 

161 TCGAC^GCTCTOGGAGGCAATGCCGG 220 

161 TCGACAAGCTCTGGGAGGCAATGCCGG^ 220 
************************************************************ 

P oryzae AB004741 221 AGGTCCTGGGCGACCCCACCCT 280 

221 AGGTGCTCGGCGACCCCArc 280 

&&&& 221 AGATGCTGGGCGACCCCACCCTCCGCACGCAGCACTTCATC^ 280 
^ 4 * * * ********************************************************* 

P oryzae ABO 04 741 281 AGGTGTCCGAGGACX3AGGTCATC 340 

fgjpgft 281 AGGTGTCCGAGGACGAGGTCATCGGCTACX^CCAGCTGC^ 340 

£fctt£;fc 281 AGGTGTCCGAGGACGAGGTCATO 340 

P oryzae AB004741 341 AGGACACCACCATGAAGGAGGTCACCATGAAGGGCCACX^ 400 

341 AGGACACCACCATGAAGGAGGTCACCATGAAGGGCCACGCCCA 400 

&&&& 341 AGGACACCACCATGAAGGAGGTCACCATGAAGGGCCACGCCC^ 400 

************************************************************ 

P oryzae AB004741 401 GGTACAAGAAGATCGACGGCGTCTGGAAGTTCGCC^ 460 

401 GGTACAAGAAGATCGACGGCX3TCTGGAAG1TCGCCX3GCC^ 460 

jgfttift 401 GGTACAAGAAGATCGACGGCGTCTGGAAGTTCGCCGG^ 460 

P. oryzae AB004741 461 GCGAGTTCGACTirGACAGGATCTTTGAGGAO 520 

&'#m& 461 GCGAGTTCGACTTTTGACAGGATCTTTGAG^ 508 

461 GCGAGTTCGACTTTGACAGGATCTTTGAGGACG^ 508 

************************************************ 
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P. oryzae AB004741 -^80 CTAGCAACCGCA(7IX3ATACCCACAC^^ -21 

©Iggfc -46 TCCirCAGTIXn3\GTATAGTTCACTTC -21 

fcStri1£$fc -47 TTCCTTCAGTCTAGTATAGTTCACrrC -21 

P. oryzae ABO 04 741 -20 AACTTGTAAAAGCXXXXIAAC^TGGGlTCXXIAAGTrc 40 

g'jggfc -20 AACTTGTAAAAGCOGCCAACATGGGilTOGCAAGfTTC^ 40 

&£lti» -20 AACTTCTAAAAGCCGCCAACATGGGTO 40 

P. oryzae AB004741 41 CA 42 

*§S£S# 41 CAGGTGAGCATAATATCCCCCTCCAAAAAGAAAATA^^ 100 

&ta14# 41 CAGGTGAGCATAATATCCCCCTCCAAAAAGAAAATAG 100 

** 

P. oryzae AB004741 43 _ _ - _ - GACTACCTGGGCCTCATGACTTGC^ 79 

gsggjft 101 CCGCTGACCCTAATTCCCCTCCAGA^ 160 

gffittlfc 101 CCGCTGACXXTTAATTCXrCCTCC^GACTO 160 



P. oryzae ABO 04 741 80 CAGACAGCTACGACTCCAAGGACTGGG^ 139 

161 CAGACAGCTACGACTCCAAGGACTGGGATAGGCT^ 220 

&tfcft# 161 CAGACAGKTTACGACTCCAAGGACTGGGAT^ 220 

P. oryzae AB004741 140 GC 141 

H^Sgftt 221 GCCTATGTTCCGCCCTGCCATGTTTATTTTTAC^ 280 

SlfCtttt 221 GCGTATGTTCCGCCCTGCCATCJITT^ 280 



P. oryzae ABO 04 741 142 ATTGACTACCGCTCCTTCCTCGACAAGCT 170 

ti^Stt 281 AGCX^CGACCAAAAAAAAAAAAAAAAAACAGATTGACT^ 340 
Static 328 AGCGACGACCAAAAAAAAAAAAAA CAGATrGACTACCGCTCCTrcCTCGACAAGCT 336 



P. oryzae AB004741 171 CTGGGAGGCAATGCCGGCO^GGAGTTCGTCGGCAT^ 230 

@Jgg}# 341 CTOGGAGGCAATGCCGGCXXSAGGAGTrCGT^ 400 

Jg|a14# 337 CTGGGAGGCAATGCCGGCCGAGGAGTTCGTCGGCAT^ 396 

*****♦**********************************************.******* 

P. oryzae AB004741 231 C^CCCCA(XXTIx:CGCACGCAGCACTTCATa 290 

£Jg|§4* 401 (XAOXCACCXTCCGCACGC^GCACTTC^ 460 

397 CGACXCCACCCTCCGCACGCAGCACTTCATCGGC^^ 456 

P. oryzae AB004741 291 GGACGAGGTCATCGGCTACCACCAGCTGCXX^ 350 

&mm& 461 GGACXSAGGTCATCGGCTACCACCAGCTGCGCGTrc 520 

Jgtatttt 457 GGACGAGGTCATOSGCTACCACC^^ 516 

P. oryzae ABO 04 741 351 CATGAAGGAGGTCACCATGAAGGGCCACGCCCACT^^ 410 

g^Sfgft 521 CATGAAGGAGGTCACC^TGAAGGGCC^ 580 

Static 517 CATGAAGGAGGTCACCATGLAAGGGCCACGCCCACT^^ 576 

P. oryzae AB004741 411 GATCGAOGGCGTCTGGAAGTO 470 

581 GATCGACGGCGTCTCGAAGTTCGC^^ 640 

P. oryzae AB004741 471 CTTTGACAGGATCTTTGAGGACGGAC^ 530 

641 CTTTGACAGGATCTTTGAGGACGGAC^ 700 

fetfLH& 637 CTTTGACAGGATCTTTGAGGACGGACGGGAGAC^ 696 
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SEQUENCE LISTING 



<110> KUMIAI CHEMICAL INDUSTRY CO. , LTD 

<120> A gene coding for scytalone dehydratase having conferring 
resistance to an agricultural fungicidal agent 

<130> PH-1735-PCT 

<150> JP 2002-66955 
<151> 2002-03-12 

<160> 12 

<170> Patentln Ver. 2. 1 

<210> 1 
<2U> 516 
<212> DNA 

<213> Pyricularia oryzae 

<220> 

<221> CDS 

<222> (1). . (516) 

<400> 1 

atg ggt teg caa gtt caa aag age gat gag ata acc ttc tea gac tac 

Met Gly Ser Gin Val Gin Lys Ser Asp Glu He Thr Phe Ser Asp Tyr 

15 10 15 
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ctg ggc etc atg act tgc gtc tat gag tgg gca gac age tac gac tec 96 
Leu Gly Leu Met Thr Cys Val Tyr Glu Trp Ala Asp Ser Tyr Asp Ser 
20 25 30 

aag gac tgg gat agg ctg cga aag gtc att gcg cct act ctg cgc att 144 
Lys Asp Trp Asp Arg Leu Arg Lys Val He Ala Pro Thr Leu Arg He 
35 40 45 

gac tac cgc tec ttc etc gac aag etc tgg gag gca atg ccg gee gag 192 
Asp Tyr Arg Ser Phe Leu Asp Lys Leu Trp Glu Ala Met Pro Ala Glu 
50 55 60 

gag ttc gtc ggc atg gtc teg age aag cag atg ctg ggc gac ccc acc 240 
Glu Phe Val Gly Met Val Ser Ser Lys Gin Met Leu Gly Asp Pro Thr 
65 70 75 80 

etc cgc acg cag cac ttc ate ggc ggc acg cgc tgg gag aag gtg tec 288 
Leu Arg Thr Gin His Phe He Gly Gly Thr Arg Trp Glu Lys Val Ser 
85 90 95 

gag gac gag gtc ate ggc tac cac cag ctg cgc gtc ccg cac cag agg 336 
Glu Asp Glu Val He Gly Tyr His Gin Leu Arg Val Pro His Gin Arg 
100 105 110 

tac aag gac acc acc atg aag gag gtc acc atg aag ggc cac gee cac 384 
Tyr Lys Asp Thr Thr Met Lys Glu Val Thr Met Lys Gly His Ala His 
115 120 125 
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teg gca aac ctt cac tgg tac aag aag 

Ser Ala Asn Leu His Trp Tyr Lys Lys 
130 135 

gec ggc etc aag ccc gat ate cgc tgg 

Ala Gly Leu Lys Pro Asp He Arg Trp 
145 150 

ate ttt gag gac gga egg gag ace ttt 

He Phe Glu Asp Gly Arg Glu Thr Phe 
165 



PCT/JP03/01980 

ate gac ggc gtc tgg aag ttc 432 

lie Asp Gly Val Trp Lys Phe 
140 

ggc gag ttc gac ttt gac agg 480 

Gly Glu Phe Asp Phe Asp Arg 
155 160 

ggc gac aaa 516 

Gly Asp Lys 

170 



<210> 2 
<211> 172 
<212> PRT 

<213> Pyricularia oryzae 
<400> 2 

Met Gly Ser Gin Val Gin Lys Ser Asp Glu He Thr Phe Ser Asp Tyr 
15 10 15 

Leu Gly Leu Met Thr Cys Val Tyr Glu Trp Ala Asp Ser Tyr Asp Ser 
20 25 30 

Lys Asp Trp Asp Arg Leu Arg Lys Val lie Ala Pro Thr Leu Arg He 
35 40 45 

Asp Tyr Arg Ser Phe Leu Asp Lys Leu Trp Glu Ala Met Pro Ala Glu 
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50 55 60 

Glu Phe Val Gly Met Val Ser Ser Lys Gin Met Leu Gly Asp Pro Thr 
65 70 75 80 

Leu Arg Thr Gin His Phe He Gly Gly Thr Arg Trp Glu Lys Val Ser 

85 90 95 

Glu Asp Glu Val He Gly Tyr His Gin Leu Arg Val Pro His Gin Arg 
100 105 110 

Tyr Lys Asp Thr Thr Met Lys Glu Val Thr Met Lys Gly His Ala His 
115 120 125 

Ser Ala Asn Leu His Trp Tyr Lys Lys He Asp Gly Val Trp Lys Phe 
130 135 140 

Ala Gly Leu Lys Pro Asp He Arg Trp Gly Glu Phe Asp Phe Asp Arg 
145 150 155 160 

He Phe Glu Asp Gly Arg Glu Thr Phe Gly Asp Lys 
165 170 



<210> 3 

<211> 516 

<212> DNA 

<213> Pyricularia oryzae 
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<220> 

<221> CDS 

<222> (1). . (516) 



<400> 3 

atg ggt teg caa gtt caa aag age gat gag ata acc ttc tea gac tac 48 

Met Gly Ser Gin Val Gin Lys Ser Asp Glu He Thr Phe Ser Asp Tyr 
1 5 10 15 



ctg ggc etc atg act tgc gtc tat gag tgg gca gac age tac gac tec 96 
Leu Gly Leu Met Thr Cys Val Tyr Glu Trp Ala Asp Ser Tyr Asp Ser 
20 25 30 



aag gac tgg gat agg ctg cga aag gtc att gcg cct act ctg cgc att 144 
Lys Asp Trp Asp Arg Leu Arg Lys Val He Ala Pro Thr Leu Arg He 
35 40 45 



gac tac cgc tec ttc etc gac aag etc tgg gag gca atg ccg gee gag 192 
Asp Tyr Arg Ser Phe Leu Asp Lys Leu Trp Glu Ala Met Pro Ala Glu 
50 55 60 



gag ttc gtc ggc atg gtc teg age aag cag gtg ctg ggc gac ccc acc 240 
Glu Phe Val Gly Met Val Ser Ser Lys Gin Val Leu Gly Asp Pro Thr 
65 70 75 80 



etc cgc acg cag cac ttc ate ggc ggc acg cgc tgg gag aag gtg tec 288 

Leu Arg Thr Gin His Phe He Gly Gly Thr Arg Trp Glu Lys Val Ser 

85 90 95 
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gag gac gag gtc ate ggc tac cac cag ctg cgc gtc ccg cac cag agg 
Glu Asp Glu Val He Gly Tyr His Gin Leu Arg Val Pro His Gin Arg 
100 105 110 

tac aag gac acc acc atg aag gag gtc acc atg aag ggc cac gec cac 
Tyr Lys Asp Thr Thr Met Lys Glu Val Thr Met Lys Gly His Ala His 
115 120 125 

teg gca aac ctt cac tgg tac aag aag ate gac ggc gtc tgg aag ttc 
Ser Ala Asn Leu His Trp Tyr Lys Lys He Asp Gly Val Trp Lys Phe 
130 135 140 

gee ggc etc aag ccc gat ate cgc tgg ggc gag ttc gac ttt gac agg 
Ala Gly Leu Lys Pro Asp He Arg Trp Gly Glu Phe Asp Phe Asp Arg 
145 150 155 160 

ate ttt gag gac gga egg gag acc ttt ggc gac aaa 
He Phe Glu Asp Gly Arg Glu Thr Phe Gly Asp Lys 
165 170 



336 



384 



432 



480 



516 



<210> 4 
<211> 172 
<212> PRT 

<213> Pyricularia oryzae 
<400> 4 

Met Gly Ser Gin Val Gin Lys Ser Asp Glu He Thr Phe Ser Asp Tyr 
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1-5 10 15 

Leu Gly Leu Met Thr Cys Val Tyr Glu Trp Ala Asp Ser Tyr Asp Ser 
20 25 30 

Lys Asp Trp Asp Arg Leu Arg Lys Val He Ala Pro Thr Leu Arg He 
35 40 45 

Asp Tyr Arg Ser Phe Leu Asp Lys Leu Trp Glu Ala Met Pro Ala Glu 
50 55 60 

Glu Phe Val Gly Met Val Ser Ser Lys Gin Val Leu Gly Asp Pro Thr 
65 70 75 80 

Leu Arg Thr Gin His Phe He Gly Gly Thr Arg Trp Glu Lys Val Ser 

85 90 95 

Glu Asp Glu Val He Gly Tyr His Gin Leu Arg Val Pro His Gin Arg 
100 105 110 

Tyr Lys Asp Thr Thr Met Lys Glu Val Thr Met Lys Gly His Ala His 
115 120 125 

Ser Ala Asn Leu His Trp Tyr Lys Lys He Asp Gly Val Trp Lys Phe 
130 135 140 

Ala Gly Leu Lys Pro Asp. He Arg Trp Gly Glu Phe Asp Phe Asp Arg 
145 150 155 160 
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He Phe Glu Asp Gly Arg Glu Thr Phe Gly Asp Lys 
165 170 



<210> 5 

<211> 21 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 

<400> 5 

gcagtgatac ccacaccaaa g 



<210> 6 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 
<400> 6 

ttatttgtcg gcaaaggtct cc 
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<210> 7 
<211> 44 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 
<400> 7 

agttcgaact ggaattcaac cggcacgcat gatgcatgca ttta 

<210> 8 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 
<400> 8 

atgggttcgc aagttcaaaa g 

<210> 9 

<211> 23 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence -primer 
<400> 9 

gtggcccttc atggtgacct cct 

<210> 10 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : primer 
<400> 10 

acaagctctg ggaggcaatg 

<210> 11 
<211> 37 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : primer 
<400> 11 

atcgtcgacg tgaattcgtc ttgtaaaagc cgccaac 
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<210> 12 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : primer 
<400> 12 

ttcgtcggca tggtctcgag catctag 
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